. Pom1 kinase activity is required to prevent division septum assembly at cell tips. Figure S4 . Mass spectra of a representative phosphopeptide from each of the identified Pom1 phosphorylation sites on Cdc15. These mass spectra were extracted from Scaffold PTM with matched b and y ions highlighted in red and blue, respectively. Ions resulting from neutral loss are highlighted in green. For most of the phosphorylation sites, both tandem mass spectometry (MS/MS; MS2) and MS/MS/MS (MS3; i.e., further MS/MS fragmentation of the ion that results from the neutral loss of phosphate of the parent ion during MS2 scan) spectra were acquired. In these cases, only MS2 spectra are shown here. For S728 and S743, the evidence of phosphorylation is only from MS3, probably because of the strong neutral loss of phosphate during MS2, resulting in a poor MS2 fragmentation. Mo, methionine with oxidation; Sd, serine with loss of water; Sp/Tp, phosphorylated serine/threonine. (E) Actin patch mutants do not restore tip occlusion in mid1Δ pom1 as1 cells. Cells of indicated genotypes were treated with 1 µM 3MB-PP1 at 25°C for 2 h, stained with calcofluor, and tip septa among septated cells quantified (n > 300). (F) Pom1 phosphorylation inhibits Cdc15-Fic1 interaction. Recombinant Fic1-His was immobilized on beads and incubated with recombinant MBP or MBP-Cdc15C, prephosphorylated or not by recombinant purified GST-Pom1 or GST-Pom1 kd . Beads were washed and bound proteins were run on SDS-PAGE and detected by Coomassie staining and Western blotting using anti-MBP antibodies. One fifth of each MBP protein input is shown as a control. (G) Constitutively hyperphosphorylated Cdc15 is still able to bind Pom1. In vitro binding assays between Pom1 and Cdc15 using recombinant MBP, MBP-Cdc15C, MBP-Cdc15 19A , and MBP-Cdc15 19D , incubated with recombinant GST and GST-Pom1. Amylose beads were washed and bound proteins were run on SDS-PAGE and detected by Coomassie staining (top) and anti-GST antibodies (bottom). Bars, 5 µm. Video 1. Actomyosin ring formation in mid1Δ. Time lapse of meGFP-Cdc15 (green) in mid1Δ cells with images taken every 2 min for 80 min. The video is run at 3.6 frames per second. Note the sliding of the actomyosin ring in two cells with the Cdc15-marked ring assembling at the cell tips before sliding toward the cell middle. Bar, 5 µm.
Video 2. Actomyosin ring formation in pom1 as1 mid1Δ. Time lapse of meGFP-Cdc15 (green) in pom1 as1 mid1Δ cells treated with 3MB-PP1 for 60 min before imaging. Images were taken every 4 min for 188 min and the movie is run at 3.6 frames per second. Note the inability of the actomyosin ring to slide toward the cell middle, with Cdc15 remaining attached to the cell poles. Note also the remarkable ability of the two strands of the ring originating from each cell pole to precisely meet. Bar, 5 µm. 
